2nd Lab* EPRELEL G/

For a Better Lab

Asmf1 Chemically Competent Cell =i}

® EERIIFE (CAT#: YC1091)

Asmf1 Competent Cell 100ul /32 RE: -80°C 31 A

pYES2 (control vector, 10ng/ul) 10pl ®#&: -80C (121A)

Carrier DNA (10ug/ul) 100l R 20C (1241 A)

PEGILIAC 5ml R 4C (1248
o HEZH

MATa his3 A1 leu2 met154 ura3-52 Asmf1

® ik

Asmfl E#RIGRETEEE & BY4741, AEFMATa R, FENBATEEFHEEANMARS. SMF1(Suppressor of
Mitochondria import Function) EER ZMNE&BBEFIIEER, 254, %, EMESTFHEM; Asmf1 ZEFKH SMF1
EEMEMREXWMG, %5 T8 MK, 72 SD-Ura £RlEsE (HHIES: YM3104S) ERIMIESES K,
EEESRE ZMIAEFEAT EGTA R SD/-Ura 577 & FHEK BT, RAUMARESFREM - NEBETEE
EANERIRRTE. Asmi1 EREES AASE. TR, PREE . RIEIERAEEE, FTEERE PEGLACHE
pYES2, pDR195, pDR196 Fkisk Lt NAsmf1 4BREA, §FEFRE A URA, AT SD-URA EiR#HTIFE. M4
YEFEAs i1 BEZASMEHHR T ZHIE, -80°CRIRE=1"H, pYES2 L (5857bp, AmpR) kL >10
cfu/ug DNA.

o BIESIE

1.Carrier DNA BIF4bIE : 4% Carrier DNA X 95°C& B4 5 min SENZED 95°CIKiA 3 min, MG IRIEREAK S .

2. ER 100 pl 7k EREACAIASmMI1 RESZEZSHRRE, AORMATUSHI BRI 0.1-2 g (FRRIAFATEBIT RESZ SRRV 10%)
AR fEHY Carrier DNA 10 pl, PEG/LiAc 500 ul FIRFT/LCRS], 30°C7ki% 30 min (15 min EHElE: 6-8 URA]).

3. BRZSHE) 42°CKA 15 min (7.5 min B 6-8 JURA).

4.5000 rpm Bil> 40 s F L3, ddH0400 yl £E8, B2 30sF LB

5.ddH.0 50 pl ER, &R, 29°CHEF 48-96 h.
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o EE FEEIEIHI A/ et YIRS

=845 pDR196 ARAMEXTER (MEthisS: PS2011) ; pDR196-smf1(3RiAEEE SMF1 B R, MithtsS: PSP1091)
HPAMEXTER; pDR196- OsNramp5(FRik7k#§ OsNramp5 &R, MRS : PSP1101) AP IR; X =4 Bkis BlsE
& Asmf1 EE4ERE, SRMREDH. LRWE—FR: 7 SD/-Ura BERtEFEPEEEEEEE K, % SD/-Ura+
50/60 mMEGTA EJtEF £, Asmf1(& pDR196-OsNramp5)E#kEIAE K3 S5Asmf1(& pDR196-smf1)—#f, FBEIR
TR EFkAsmf1 (& pDR196), iBH SMF1 Z[EFN OsNramp5 EFEGHEEETHIIIEE.
AMIELER:
1. BB EEETHEREGRE, FUAESRESASRERN ECTAEFETRHATZIEEK;
2. BATIEGTA MIREFEIREER, AIECETRRE EGTAKE(10 20 30 40 50 60mM)HIHEE F1R.

SD/-U+EGTA

0.3 005 0005 00005

pDR196
pDR196-0sNramp5 e
pDR196
B Y. 50 mM EGTA
pDR.196
e 60 mM EGTA

El—: EEE SMF1EERKFEEE FHIZER OsNrampb fEAsmf1 BRI (AT YR 47

® [TEEIW
1. RRESEERFEK LR, BUSKRENBRAIERR D &L R TRIRIEE.
2. BEAEZEY, TR KRS, BIUREREREE 90 X,
3. Asmf1 EEEEHNEIREK, REEKEER 27-30C; &TF 31C, EKFEEMEUHE2IRETR.
4. BETESPEIE ST AP EKRELE YPDA BFE1E, BAETRIERIEE, £KHIE, MUELIRIRAE: % YPDA
TR 29°C, 48 hIFEFAINER 1 mmzfE; & SD BEFR 29°C, 48-60 h#EFAIMER 1 mm g, & SD Wik
4R 29°C, 60-80 h HEFAIMER 1 mm .
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